09/7 63957 

WO00/J.2714 . ^ PCT/AU99/00705 

1/28 



AIM-l OLIGONUCLEOTIDES 

-OligonucJeotide primers used during Long Distance Inverse PGR 
-Oligo's bind to regions of AIM-I (Mungbean ACC Synthase) 

NSE-1 

5* <JCGGAI^CCATCTTGGACAACAAGGGAGTT- 3^ ^ 

29'omcr 

Tm = 68 

NSE'2 

5' -TAGGATCtCAGAAAGACACTGAGAACCGTGG- 3 ^ 

30*omer 

Tm = 70 

NSE'3 

5 -ACGGAICC^GGTGTATGTGGTTAGAGTGTG- 3^ ^ 
29*onier 

Tm = 62 

NSE-4 -y 

5' -CAegAIClCAGACATAGAGTGTGACCGCAA- 3* 
29'omer 

Tin = 66 



l^SErS 

5-.ATCGATCATATGAGCTCTAGACCCGGGCTGCAGGAICcJ'GGTGTATGTGG7TAGAGTGTG. 3' 
59'onicr 

Tm-62 

note: NSE-5 is identical to NSE-3 except different restriction enzyme sites have been incorporated 
(le- 5 -Cla I, Nde I, Sac I, Xba I, Sma I, Pst I & Bam Hl-3') 

NSE^6 

5'^CGCGGAGATCTATCGATCTCGAGAATrCMGCTTi^^ ^ 
57 omer 

Tm = 66 

note: NSE-6 is identical to NSE-4 except different restriction enzyme sites have been incorporated 
(le. 5 -Sac U. Bgl II. Cla I, Xho I, Eco Rl . & Hind 111-3') 
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FIGURE 



FIGURE 4(ii) 
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pGEL-1 2.5Kb Promoter Fragment ^ ' 

Length; 2470 

1 ™CA<3ATAC ACA=«TCAG ACGACACATC TACTTTAATA ACAGAAAAAT 
51 AATAAGTGTC GSAGATTATG GTACGACAAG ATCAAA^tt TTTATATCCT 

101 '^''^"ATT ™gTCTGTT GT^GTT TCACGAATCA reATTTTGAT 
151 TTTACGTArr AAAAAATGAA AAGT^TC A^TTTTA TCTAGAAGCr 
201 GGGAACTGAA CCAAAAAAAT AGCCAGT1V5A ACAACTCCAG TATTTGTAGG 
2=1 CGTAr^„ TC«:CTT^ TACAATAA^ CT^G^T CTTTATCGGA 
301 AAAAAACCAA AAGCAATAGG T^rCTCT^ GG^CTCGAT TGCCCACAAO 
351 AACAT<:acAT GCGTGCTGTC GAAGAACACA TAAT^X^AG GT™^AGC^ 
401 ACG«=CGAGT T^^CATATT T^AGGT^AT O^.ACACGT A^AGTGAG 
«1 TTCCGCGTAT A.AGTGTAGG TAg™.ag^ GCTGAGTAGG GAGTOAAXCA 
501 =-""CTA ^t™:aaG CGACC^AA^ 

551 AAC«™„ CGCTAACTAA GGCCCCAC^ ACC^A.AA TAT^XCTCT 
eOl AACTCCGGGC l^gtaAG TACAACTT^ CTA<^,. „^^^ 

«1 TGCATATACC AAT^AAT^A ™aATT Ta™:a^ 

701 GATCT.ATAT .AAAACAATT ATGGTA^ga „AAG.CGTA TATCGG^ac 

7S1 AAT^„ ^^^^ rr^.r^^„ aaac^aatc 

aoi acacta™ ggxaaattca xatgta^, 

1 CAAT^ACC caaga^, ^^^^^^ ^^^^^ 

™.AA GG^^aCGAC ^.aACCAA A^™ 
-1 gx^^act .CAGCT„AA AATAAT^aa CAAAGTTCT AGACACA.. 
1001 GGAGATTTTA GTGTTCATAA A.™. "ACTACATT 

TGTTCATAA AAWTTAGAA AAAGGCTCAG TTAAAGTTAT 
1051 GAAAAAGATO GGTGACTATT PA.^.. 

GTTGTCAATT GATCACAAAT 
™ag CA.AACC.A. .AGAGAAA.A CCACC.GAC CGA„ ^ 

r~ — - .CACAaI 

—AGGA AAAC™™ .aaaAAA., cAAGAAAAG. 
~ ™« AC..AAA„ A.G.AAGAA. 
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1301 CTCACATTGT GTTGATAGGG TGATTTTGTC AAAATATATG TCTATTTTAT 
1351 ACTAGTATGA TTTGTCTGCG AATTATATAT AGTATTAACT TGGAGAAATG 
1401 ATTGCCTAAT AAGTTATAAA AAAGGAGAAA ATATTTATTC ATAAAAAAAA 
1451 TACACTTAAA TAAGTAACAA TAATAAAAAA CATTATATAA GAGATTAAGA 
1501 TAATTTAATA AGTATTGAAT GTAGAATAAT TTTTATTTAT AAATTTGAAC 
1551 TAAAATATTC AAATAATATT CAAAGTAAAT AATAGATATA ATTCATCATT 
1601 CAATACGAGT AATTCAATCT ATTATAATCC ATATATTAGA TAAATATACA 
1651 AATATTTGTT AAATTTTACA TTATTATATT ACTAAATATA TATTAATTTC 
1701 C^TTGAATAT CTTTTATACA AGTAGGTAGA CTAGAAGAAT TATCTTATCT 
1751 CCCGTATATT TGTAGATGTT AAATGTAACG GGCTTAGACT GATCTTTTO^ 
1801 TATTATATTA TTTATAAATC CATTAGAGAT TTAAGTTAAT GTCTCTCTIT 
1851 GATTTTAAAC A^GTCTAAA AATTAGGTTT AATCATTGCG TCCTCAATGA 
1901 ACCCATGCTA TATGTTTTAA AGTrriTTGT TTTTTGACAA TCTTTTTTAT 
1951 TTCTGAGATT GCTCTTAGGA TTGAAATTAT GTTTGATACT AGAAAACGAA 
2001 GAAGTAGAGA GTAGTGTATA CACGTGTAAA AAATAATAGT TG^^GGAACT 
2051 TAAGTTGGAT TTGAATACTA GGACGAGGCT GGAAGGGTTT CCACTAAGTT 
2101 ^ACAAAAATT ATTACAAGTO GCAACTAGCT AGG^TCACA AAGTATTACT 
2151 AA^TAGT GGGTCTGTCT GCATACCAAC TC^CCTAA TTTTCAAACA 
2201 CCGCAT^OX: TCTTCTTCTC TCCT^^CC TC^GAAACT ^TCGA^. 
2251 GGACTTCTGT CTCTCAAAAG TCAAGCTXTAA ^A^CAAT GCA^TATAAA 
2301 TACACACTCT CCCTCCCTTC TArrCTTCAT TGCATCACAT TTCCTCTATA 
2351 AATTAC^^c ACCTTATTCC TAACrrCATT TCAACATCCT CTCTCCCACT 
2401 TACTTCGATT TCATCAAO^c CAATAAACTC AACACACrTT TTTACACTCC 
2451 ACACTCTAAC CACATACACC 
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Reconstruction oF2.5 kb pGEL-1 promoter 



(a) 

I. Cut Hindin and blunl end pGSI.4 
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I . Cut Sail and blunt end pGS 1 . ] 
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2. Digest with Spel 
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(c) Ligate (a) into (b) 
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lane: 1 2 3 4 5 6 7 8 



enzyme 

4-5kb 
20kb 
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